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CONCLUSION 

Applicant respectfully submits that the application is now in condition for allowance. 
Early notification of such action is earnestly solicited. 



Respei 




Joseph trfttbnrf, Reg. No. 37,170 
DEwlTT ROSS & STEVENS, SX. 
Firsttr Financial Centre 
8000 Excelsior Drive, Suite 401 
Madison, Wisconsin 53717-1914 
Telephone: (608)831-2100 
Facsimile: (608)831-2106 



I hereby certify that this correspondence U being I 
deposited with the PiO. TutUd flu ik*. «a fhut 
daJJ mail iu im en v el o pe adA wB O ^ ft 

Assistant Comni issl n n e r for Pattnts, 
Washington, D.C. 20331. 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



Appln. Serial No.: 09/431,451 



Group Ait Unit: 16S0 



Filing Dale: November 1, 1999 



Examiner Sisson, B. 



Applicant: Senapathy, P. 



Attorney Docket No. : 34623,005 



Title: METHOD FOR AMPLIFYING SEQUENCES FROM UNKNOWN DNA 

»MAl"n^ W« TA» GRAPHS AS AMENDED. 37 CFR M JllftMlMItt 

At page 26, lines 8-11, please delete the existing paragraph and insert therefor the 
following paragraph: 

~ For obtaining long DNA fragments containing the splice junctions or exons, long 
range PCR can be used in the method described in Senapathy, allowed patent application 
08/406.545 . now U.S. Patent No. 5.994.098, Issued November 30, 1999. by including 
longer fixed sequences in the degenerate primers . — 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



Appln. Serial No.: 09/431,451 



Group Ait Unit: 1650 



Filing Date: November 1, 1999 



Examiner: Si&son, B, 



Applicant: Senapathy, P. 



Attorney Docket No. : 34623.005 



Title: METHOD FOR AMPLIFYING SEQUENCES FROM UNKNOWN DNA 



1 . (TWICE-AMENDED) A method of amplifying desired regions of nucleic acid from 
a nucleic acid template comprising: 

(a) providing a plurality of first PCR primers, each first primer having a region of 
fixed nucleotide sequence identical or complementary to a consensus sequence 
of interest and a region of randomized nucleotide sequence located 5 ' to, 3' to, 
anywhere within, or flanking the region of fixed nucleotide sequenco; 

(b) providing a plurality of second PCR primers, each second primer having a 
region of arbitrary, yet fixed nucleotide sequence and a region of randomized 
nucleotide sequence located 5' to, 3* to, anywhere within, or flanking the 
region of fixed nucleotide sequence; and then 

(c) amplifying the nucleic acid template via the PCR using the plurality of first 
PCR primers and the plurality of second PCR primers[; whereby) under 
conditions wherein a subset of the plurality first primers binds to the consensus 
sequence of interest substantially wherever it occurs in the template, and a 
subset of the plurality of second primers binds to the template at locations 
removed from the first primers such that DNA regions flanked by the first 
primer and the second primer are specifically amplified. 



"MARKED TOT CLAIMS AS A] 
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12. (TWICE- AMENDED) A method of amplifying exons from a DNA template 
comprising: 

(a) providing a plurality of first PCR primers, each first primer having a region of 
fixed nucleotide sequence identical or complementary to a consensus sequence 
of a 3 1 splice region and a region of randomized nucleotide sequence located 5' 
to, 3' to, anywhere within, or flanking the region of fixed nucleotide sequence; 

(b) providing a plurality of second PCR primers, each second primer having a 
region of fixed nucleotide sequence reversely complementary to a consensus 
sequence of a S* splice region and a region of randomized nucleotide sequence 
located 5' to, 3' to, anywhere within, or flanking the region of fixed nucleotide 
sequence; and then 

(c) amplifying the DNA template via the PCR using the plurality of first PCR 
primers and the plurality of second PCRprimers[; whereby] under conditions 
wherein a subset of the plurality first primers binds to a sequence reversely 
complementary to the 3' splice consensus sequence substantially wherever it 
occurs in the template, and a subset of the plurality of second primers binds to 
the 5' splice consensus sequence substantially wherever it occurs in the 
template, such that exons flanked by the first primer and the second primer are 
specifically amplified. 

19. (TWICE-AMENDED) A method of amplifying regions flanking a consensus sequence 
in a nucleic acid template of totally or partially unknown sequence comprising; 

(a) providing a plurality of first PCR primers, each first primer having a region of 
fixed nucleotide sequence identical or complementary to a consensus sequence 
of interest and a region of randomized nucleotide sequence located 5 ' to, 3' to, 
anywhere within, or flanking the region of fixed nucleotide sequence; 

(b) providing a plurality of second PCR primers, each second primer having a 
region of arbitrary, yet fixed nucleotide sequence and a region of randomized 
nucleotide sequence located 5 1 to, 3 1 to, anywhere within, or flanking the 
region of fixed nucleotide sequence; then 
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(c) amplifying the nucleic add template via the PGR using the plurality of first 
PCR primers and the plurality of second PGR primeisfc whereby] under 
conditions wherein a sub set of the plurality first primers binds to the consensus 
sequence of interest substantially wherever it occurs in the template, and a 
subset of the plurality of second primers binds to the template at locations 
removed from the first primers such that DNA regions flanked by the first 
primer and the second primer are specifically amplified; then 

(d) incorporating the amplified nucleic acid of step (c) into a library; 

(c) sequencing a portion of amplified nucleic acid from a particular clone from the 
library of step (d) and providing a third PCR primer of unique sequence which 
will prime PCR amplification from the sequenced portion of DNA; 

(f) providing a plurality of fourth PCR primers , each fourth primer having a region 
of arbitrary, yet fixed nucleotide sequence and a region of randomized 
nucleotide sequence located 5' to, 3' to, anywhere within, or flanking the 
region of fixed nucleotide sequence; and then 

(g) amplifying the nucleic acid present in the template via the PCR using the third 
PCR primer and the plurality of fourth PCR primers[; whereby] Mndsc 
conditions yhcrd^ the third primer binds to the sequenced portion of nucleic 
acid from step (e), and a subset of the plurality of fourth primers binds to the 
template at locations removed from the third primers such that DNA regions 
flanked by the third primer and the fourth primer are FpflflfrfieflllY amplified. 
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